A modification of the negative-staining technique is described in the following paragraphs. This simple procedure has greatly facilitated the detection of papovavirus particles in infected tissues.
A fresh or frozen-thawed tissue biopsy approximately 2 to 3 mm in diameter is rinsed in Hanks' balanced salt solution. Excess salt solution is removed with filter paper and the piece of tissue is transferred to a watch glass 1.5 inches in diameter containing 2% sodium phosphotungstate (2% phosphotungstic acid adjusted to pH 7.1 with sodium hydroxide). The The surface material was mounted on a coated grid as described earlier. Figure 6 shows a cluster of virus particles from one of these preparations. Some of the particles are closely associated with host cell membranes. The exposed surface of the free particles is studded with well-defined capsomeres.
There are several advantages in the use of this technique for detecting papovaviruses. (i) It is extremely simple and requires very little time.
(ii) The only dilution of the virus is that required for suspending it in the staining solution. (iii) By eliminating centrifugation, clusters of virus particles are retained and are easily demonstrable as seen in Fig. 1, 5 Virology 27: 528,1965) reported the use of negative staining to visualize virus in crude preparations of infected plant tissue. In their method, the infected plant tissue was applied directly to the negative staining soluton on the carbon-coated grid.
